lys2-801 suc2-9 BHY10 SEY6210 CPY-Invertase::LEU2 (pBHY11) (Horazdovsky et al., 1994) BY4742 Sheffield et al., 1999) pGST parallel1 pGEX4T1-amp R GST-(tev)- (Sheffield et al., 1999) pRP1 pRSF-kan R His 7 -MBP-(tev)- Figure S1 . Vps11 and Vps18 required for interaction between HOPS and the Vam3-H abc . As in Figure 1B Sso1 (1-265) , and GST were used as negative controls. 1 µg of purified Vps33 was incubated resins pre-bound to GST-fusion proteins for 2 h at 4˚ C. Resins were washed, and bound fractions were eluted and analyzed by SDS-PAGE and western blot for Vps33. Figure S4 . Vps33 binds Vam7 through its SNARE domain. GST-fusions to the Vam7 cytoplasmic domain, Vam7 PX , Vam7 SNARE , and the vacuole SNARE complex were used to pulldown purified Vps33. Sec22 and GST were used as negative controls. SNARE complexes were formed using purified Vam3-GST (1-264) bound to GSH resin and incubated overnight at 4˚ C with a five-fold excess of purified His 7 -MBP-Vti1 (1-194), His 6 -GFP-Vam7 SNARE , and His 6 -Nyv1 (1-231). 10.5 µg of purified Vps33 was incubated for 2 h at 30˚ C, washed three times with binding buffer, and eluted. Samples were separated by SDS-PAGE and analyzed by western blot for Vps33. Figure S5 . 
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